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57 ABSTRACT

The invention relates to unique compositions containing
enriched and purified natural crocin and/or crocetin for pre-
vention and/or treatment of cancers and other conditions and
diseases. Compositions comprise mainly enriched or purified
natural crocin or crocetin or combination of both and possible
other active phytochemicals. A composition is used as func-
tional food, drink, dietary supplement, or therapeutic dosage
to a human orally or through other appropriate way
(parenteral, percutaneous, rectal, mucosal, intranasal or topi-
cal administration). A method of natural crocin and crocetin
enriching and purification is revealed.

10 Claims, 3 Drawing Sheets
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Figure 1. Flow chart of crocin and crocetin purification
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Figure 2.

HPLC Chromatogram of crocin after crystallization from gardenia yellow.
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Figure 3. Quantitative Nuclear Magnetic Resonance (QNMR) DMSO 400MHz
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1
COMPOSITIONS CONTAINING ENRICHED
NATURAL CROCIN AND/OR CROCETIN,
AND THEIR THERAPEUTIC OR
NUTRACEUTICAL USES

CROSS-REFERENCE TO EARLIER FILED
APPLICATION

This application claims the benefit of U.S. Provisional
Application No. 61/727,244, filed Nov. 16, 2012, the entire
content of which is hereby incorporated by reference in this
application.

FIELD OF THE INVENTION

The subject application relates to compositions containing
enriched or purified natural crocin and/or crocetin for enhanc-
ing health and preventing or treating cancers and other dis-
eases and health conditions.

BACKGROUND OF THE INVENTION

Cancer is the leading cause of death in the world popula-
tion. In 2008, there were an estimated 12.7 million new cancer
cases diagnosed and 7.6 million deaths from cancer around
the world according to <<Global Cancer Facts & Figures 2nd
Edition>>. American Cancer Society estimates in 2012 over
1.6 million new cancer cases and about 577,000 deaths
resulted from cancer in the United States in “Cancer Facts &
Figures 2012”. By 2030, the global burden is expected to
grow to 21.4 million new cancer cases and 13.2 million cancer
deaths. Although there are a few promising options for cancer
prevention, treatment mainly involves surgical removal of
tumor or cancer and surrounding tissue plus chemotherapy
and radiotherapy or chemotherapy alone or in combination
with radiation without surgery. Various new drugs were
developed for specific cancer in chemotherapy. Most often,
chemotherapy is limited by severe side effects and dose lim-
iting toxicity. Not only these chemotherapy caused side
effects worsen patients” quality of life, but it can also result in
stopping potentially curative treatment. So far, it still is a great
challenge to find effective treatment with no/low adverse
effects.

Increasing number of cancer patients uses plants, veg-
etables, herbs, and spices or its derived products as traditional
medicine or alternative medicine. At least half of cancer
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patients in the United States use complementary and alterna-
tive medicine, exclusively or concurrently with traditional
therapeutic regime such as radiation therapy and/or chemo-
therapy. Itis ideal to develop drug or treatment from in fruits,
vegetables, herbs and spices that are efficacious and without
adverse side effect. Most preferably, a product or products
can be invented to prevent development of various cancers
and other diseases. This invention relates to improvements in
human nutrition and therapeutics involving providing unique
compositions with enriched or purified natural crocin and
crocetin and/or other phytochemicals constituting anti-can-
cer compositions which can prevent, reduce and treat cancer
as well as prevent or treat other diseases and conditions,
including age-related and neurodegenerative disorders such
as Alzheimer’s and Parkinson’s diseases, cardiovascular and
cerebrovascular disease, digestive system diseases, toxin and
alcohol caused liver injuries. The compositions can be used
alone against cancer and protect normal cells and organs, or
used in combination with other chemotherapy in a synergistic
fashion that serve as sensitizer to more effectively kill abnor-
mal cells while protect normal cells and organs at lower
chemo dose, or in combination with radiotherapy against
cancers and protect normal cells and organs undergoing
radiation.

Crocin and crocetin exist in Crocus. They are the chemical
components with antioxidative properties primarily respon-
sible for the color of the stigmas of Crocus sativus L. (Saf-
fron). Crocetin is a carotenoid dicarboxylic acid with 20
carbon atoms and it is the core of crocin. Crocin, in general
term, includes Crocin-I (Crocetin-di-beta -D-gentiobiosyl
ester), Crocin-II (Crocetin-beta-D-gentiobiosyl-beta-D-glu-
cosyl ester), Crocin-III (Crocetin-mono-beta-D-gentiobiosyl
ester), Crocin-IV (beta-D-monoglucoside ester of monom-
ethyl alpha-crocetin), Crocetin-di-(beta-D-glucosyl) ester,
Crocetin-mono-beta -D-glucosyl ester. Crocin mainly exists
in trans-form, but can also present in cis-form in minor
amount.

To demonstrate a few, chemical structure of crocetin (alpha-
crocetin) is shown below:
(€]
HO
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O

Chemical structure of Crocin-I (Crocetin-di-beta-D-gentio-
biosyl ester) is shown below:
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Chemical structure of Crocin-II (Crocetin-beta-D-gentiobio-
syl-beta-D-glucosyl ester) is provided below:

4

grandiflora Hort. Content of crocin in gardenia fruits
increases when ripening. Gardenia fruits have been used in

Chemical structure of Crocin-III (Crocetin-mono-beta-D-
gentiobiosyl ester) is shown below:
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Saffron is used as coloring and flavoring agents in the
preparation of food in different parts of the world and has
been used since ancient times for strengthening digestion,
relieving coughs, smoothing menstruation, relaxing muscle
spasms, improving mood, calming anxiety, preventing
depression and enhancing men’s sexual ability. Saffron is
also used as health tonic. It is believed that regular intake of
saffron with milk helps to build resistance against common
cold and asthma. In recent years, Saffron is reported to pos-
sess anti-oxidant and anti-cancer effects among a wide range
of pharmacological activities (Abdullaev F 1. 2002, Cherma-
hini S H. 2010, and Bhargavak V. 2011).

Commercial saffron is produced in Azerbaijan, France,
Greece, India, Iran, Italy, Spain, China, Israel, Morocco, Tur-
key, Egypt, and Mexico from dried stigmas of cultivated
Crocus sativus L. Each flower has only three small stigmas. It
takes about 75,000 flowers to produce one pound of saffron.
Currently, Saffron is produced worldwide at an annual rate of
about 300 tons and harvested by hand, making Saffron an
extremely expensive commodity with very limited supply.
Saffron is safe to use. Saffron and saffron extracts have been
safely used as spice, food coloring or for medicinal purposes
for hundreds of years. Saffron is regarded as a food by Joint
FAO/WHO Expert Committee on Food Additives (TRS 733-
JECFA 29/33) and listed as substance Generally Recognized
As Safe (GRAS) by FDA [CITE: 21CFR182.10, Revised as
of Apr. 1, 2012].

Another source of crocin and crocetin is the gardenia fruit,
Gardenia jasminoides Ellis or Gardenia augusta Merrill var.
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China and Japan as traditional medicine for its antiphlogistic,
diuretic, and cholagogic effects. Gardenia fruit is listed and
approved in 1998 by Chinese government both as food and as
medicine and listed in The Japanese Pharmacopoeia as crude
drug and in the list of existing food additives (Yoshiaki Kato
2000). Its extract, gardenia yellow, has also been listed as
INS. 164 by JECFA (1989) as a food additive for colorant and
widely used to give yellow color to food products such as
noodle, pasta, candy, beverage and pickled products in Japan.
Gardenia yellow has almost the same crocin and crocetin
derivatives as saffron, only different in composition ratio of
crocin and crocetin derivatives (Carmona M. 2006, ChenY. &
Zhang H.2008).

Studies have shown saffron extracts have anti-cancer
activities. The anticancer/antitumor properties of crude
extracts of saffron have been demonstrated in vitro and in vivo
(Nair SC 1991, 1994, Abdullaev F 1. 2002, 2003, Chryssanthi
D G. 2007, Bakshi H. 2010). Crocin in saffron causes apop-
tosis in different type cancer cells. It is of great interest that
non-tumor cells in culture appear to be insensitive to the
effects of such extracts compared with tumor cells. Even
saffron extract was found to stimulate or support in vivo
growth of normal human lung cells (Abdullaev F I, 1992a,b).

Saffron aqueous extract rich in crocin was found protect
animal against genetic damage induced by anti-cancer agents
(Premkumar K. 2006). In this study, to ascertain the chemo-
protective potential of saffron against the genotoxicity of
three well-known anti-tumor drugs-cisplatin (CIS), cyclo-
phosphamide (CPH) and mitomycin C (MMC)-using comet
assay, Three doses of saffron (20, 40 and 80 mg/kg b.w.) were
orally administered to mice for five consecutive days prior to
the administration of anti-tumor drugs under investigation.
Pre-treatment with saffron significantly inhibited anti-tumor
drugs induced cellular DNA damage (strand breaks) as
revealed by decreased comet tail length, tail moment and
percent DNA in the tail.

Formation of toxic amyloid structures is believed to be
associated with various late-onset neurodegenerative disor-
ders such as Alzheimer’s and Parkinson’s diseases. One
human study (Akhondzadeh 2010) was carried out to inves-
tigate saffron may inhibit the aggregation and deposition of
amyloid O in the human brain and may therefore be useful in
Alzheimer’s disease (AD). Fifty four patients were screened
for a 22-week, double-blind study of parallel groups of
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patients with mild to moderate AD. The psychometric mea-
sures, which included AD assessment scale-cognitive sub-
scale (ADAS-cog), and clinical dementia rating scale-sums
of'boxes, were performed to monitor the global cognitive and
clinical profiles of the patients. Patients were randomly
assigned to receive capsule saffron 30 mg/day (15 mg twice
per day) (Group A) or donepezil 10 mg/day (5 mg twice per
day) for a 22-week study. Saffron at this dose was found to be
effective similar to donepezil in the treatment of mild-to-
moderate AD after 22 weeks, while the donepezil group expe-
rienced significant frequency of vomiting.

Alcohols or ethanol over consumption is known to impair
learning and memory. The acute eftects of an alcohol extract
of Crocus sativus L (saffron) were studied on learning and
memory in step through and step down tests in normal as well
as in learning- and memory-impaired mice (Zhang 1994).
Saffron extract reduced the ethanol-induced impairment of
memory registration both in step through and step down tests
and the ethanol-induced impairment of memory retrieval in
step down test. Saffron extract decreased the motor activity
and prolonged the sleeping time induced by hexobarbital. It
was suggested that saffron extract ameliorates the impairment
effects of ethanol on learning and memory processes, and
possesses a sedative effect. In behavioral and electrophysi-
ological studies (Abe K. 2000), Saffron extract improved
ethanol-induced impairments of learning behaviors in mice,
and prevented ethanol-induced inhibition of hippocampal
long-term potentiation, a form of activity-dependent synaptic
plasticity that may underly learning and memory. This ben-
eficial effect of saffron extract is attributed to crocin (crocetin
di-gentiobiose ester), but not crocetin. It was indicated that
Saffron extract or its active constituents, crocetin and crocin,
could be useful as a treatment for neurodegenerative disor-
ders accompanying memory impairment.

Dietary saffron was found in animal study (Maccarone R.
2008) maintains morphology and function after exposure to
damaging light in mammalian retina. The photoreceptor layer
was largely preserved in saffron-treated animals. Rate of pho-
toreceptor death induced by the damaging bright continuous
light drastically reduced in saffron treated animals. Saffron
supplement was found to improve retinal flicker sensitivity in
early age-related macular degeneration (AMD) (Falsini B.
2010). Followed up clinical study in Italy and Australia sup-
ported saffron supplementation and indicated crocin and cro-
cetin as key actives to provide sustained benefits to central
retinal function for AMD patients (Piccardi M. 2012)

Though saffron is reported to possess anti-oxidant and
anti-cancer effects among a wide range of pharmacological
activities, it is these main components, crocin and crocetin
that were indicated to provide these pharmacological activi-
ties. Due to the very limited source and expensiveness of
saffron, it is unrealistic to produce large scale of highly
enriched crocin and crocetin from saffron. Saffron quality
and its content of crocin and crocetin vary significantly, range
from less than 1% to 20% (Alonso G L. 2001, Lechtenberg M.
2008). Quantification study of saffron also indicated a high
amount of adulterant on the saffron market (Lechtenberg M.
2008). Chemically synthesized crocetin and its salts are not
natural and not identical to natural crocin and crocetin, and
may possess very different biologically and pharmacologi-
cally properties. Gardenia fruits, gardenia extracts, or gar-
denia yellow provide a feasible source to enrich and purify
industrial scale of natural and high purity crocin and/or cro-
cetin for wide applications. Enrich and purified crocin and/or
crocetin render means to quantitatively and consistently
deliver the actives in formulated products for preventing and
treating cancers and other diseases.
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Many other phytochemicals (organic chemicals from plant
source) also have extensive and variety of health benefits in
preventing or treating diseases or cancers. A few examples are
provided here. Resveratrol in grape has been studied and
reported to have anti-cancer effects, anti-inflammatory
effects, cardiovascular benefits, anti-diabetes potential,
energy endurance enhancement, and protection against
Alzheimer’s (Baur J A 2006). Curcuminoids, include cur-
cumin, demethoxycurcumin, and bisdemethoxycurcumin,
are polyphenolic pigments found in the spice turmeric. Cur-
cumin has been widely studied and indicated to have antican-
cer, anti-inflammatory, antiviral, hypocholestrolemic and
break-up of beta-amyloid plaques in brain activities (Aggar-
wal B B. 2007). Tea polyphenols, including catechin, epicat-
echin, epicatechin gallate, epigallocatechin, epigallocatechin
gallate, theaflavin, theaflavin-3,3'-digallate, theaflavin-3-gal-
late, etc. and extracts have also been studied and showed
extensive health benefits including anticancer, cholesterol-
lowing, anti-inflammatory, anti-aging, and against athero-
sclerosis and coronary heart disease, high blood cholesterol
concentrations, and high blood pressure (Mukhtar H. 2000).
Anthocyanins are a category of phytochemicals in fruits and
vegetables that give them vivid red to blue. Based upon many
cell-line studies, animal models, and human clinical trials,
Anthocyanins have been suggested possess anti-inflamma-
tory and anti-carcinogenic activity, cardiovascular disease
prevention, obesity control, diabetes alleviation, and eye
health promoting properties (He J 2010, Kalt W 2010).
Human studies with diet rich in anthocyanins suggest it may
also protect against development of Parkinson’s disease and
improve blood pressure (Cassidy J. 2011, Gao X. 2012).

Prior arts have been mostly focused on purify shingle cro-
cin component, either crocin-1 (alpha-crocin) or crocetin.
CN102516325 A revealed a method of producing crocin with
higher than 95% purity from gardenia. The prior art specifi-
cally produces one single crocin component, crocin I (called
crocin in prior art) to purity at least 95%. W02004078695 A1l
revealed a method for purification of crocetin. Method in this
prior art includes steps of hydrolysis of crocin and then puri-
fication of crocetin. Prior arts also include methods of extract-
ing, changing profile of crocin and crocetin or improving
recovery of saffron colorant recovery. W02010094745 Al
and US2010/0210572A1 revealed a method of producing
hydrolysate of crocin, resulting in crocin related products
with significant amount of crocetin mono esters.
WO2004056201A1 revealed a method of increased colorant
(crocin and crocetin) recovery from saffron raw material to
95%, while crocin and crocetin together having a pigment
concentration of 15-24%. Crocetin and its salts have been
chemically synthesized (W02006104610 A2, U.S. Pat. No.7,
351,844 B2). But these chemically synthesized crocetin and
its salts are not natural and may not have the same biological
and pharmacological properties. US20130156746 Al
revealed a dietary supplement composition which comprises
saffron powder and resveratrol. Because saffron has many
different grades and varies in its crocin content, it is very
difficult to use such a composition for products require qual-
ity and efficacy consistency. US20110236481 A1 revealed a
composition contains safranal and/or crocin and/or picrocro-
cin from saffron plant or saffron as satiety agent for treatment
of obesity. The active contents of safranal and/or crocin and/
or picrocrocin are used at low or diluted level by weight
compare to saffron in products and showed to be effective in
suppressing hungry (Gout B. 2010).

Applications of enriched and purified natural crocin and/or
crocetin enable quality consistency and quantitative amount
of crocin and/or crocetin in products. Its use alone or use in
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combination with other health beneficial phytochemicals in
nutraceutical or therapeutic composition is useful in prevent-
ing and treating many cancers and disease as well as enhanc-
ing health. Combinations of crocin and/or crocetin with other
phytochemicals also offer synergistic and broader benefits in
preventing and treating cancers and diseases. The invention is
focused on crocin and/or crocetin that are extracted, enriched
or purified from natural source, gardenia fruits, gardenia
extracts or gardenia yellow, to formation unique nutraceuti-
cal or pharmaceutical compositions with or without other
health promoting phytochemicals, and their uses for (a) pre-
vention or treatment of diseases and conditions including
cancers, neurodegenerative diseases, heart diseases, liver dis-
eases, kidney diseases, eye diseases, metabolic syndrome,
atherosclerosis, arthritis, inflammations, obesity, or diabetes,
etc.; (b) protection of liver, heart, kidney, and other normal
organs from injuries or damages; (¢) improvement or
enhancement of learning/memory ability, immune system,
skin health, anti-aging, and over all health.

SUMMARY OF THE INVENTION

Saffron provides many health benefits and has been safely
used for thousand years, but quality of saffron and the content
of key actives, crocin and crocetin, vary significantly.
Enriched and purified natural crocin and/or crocetin of this
invention reduce or eliminate undesirable components in saf-
fron or gardenia fruits. It provides means to deliver quantita-
tively and consistently effective amount of crocin and/croce-
tin in compositions or formulated products for preventing
and/or treating cancers and other diseases as well as enhanc-
ing and improving health. High purity crocin and/or crocetin
is particular advantageous in a composition for injectable
products.

It is an object of the invention to provide compositions and
a means for improving/enhancing cancer prevention, treat-
ment and reducing cancer risk as well as improving other
conditions and diseases.

It is an object of the invention to provide compositions and
a means for improving/enhancing/restore cells, tissues, and
organ functions of cancer suffer patients. Improve and pro-
long life span.

It is an object of the invention to provide compositions and
a means for improving/enhancing therapeutical effectiveness
of other cancer drugs through synergistic effects or as sensi-
tizer or enhancer, reducing drug resistance.

It is an objective of the invention to provide compositions
and a means for improving/protecting non-cancerous or nor-
mal cells, tissues, organs and patients from injury, damage by
other anti-cancer agents, toxins, chemotherapeutic agents,
radiation.

It is an object of the invention to provide compositions and
a means for improving/enhancing healthy aging and mental
health, particularly responses in central nerve system that
slow, prevent, and mitigate neurodegenerative disorders such
as Alzheimer’s and Parkinson’s diseases; inhibit producing
neurotoxins, inhibit acetylcholine breakdown, prevent for-
mation of toxic amyloid structures; enhance brain function,
have an effect of improved quality of life.

It is an object of the invention to provide compositions and
a means for improving/enhancing learning and memory and
cognitive abilities; reduce oxidative stress damage to the hip-
pocampus induced by chronic stress.

It is an object of the invention to provide compositions and
a means for improving/treating ethanol/alcohol-induced
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8

impairments of learning and memory and cognitive abilities;
improve/treat neurodegenerative disorders accompanying
memory impairment.

It is an object of the invention to provide compositions and
a means for protecting/improving/enhancing heart function/
structure/composition, particularly responses that improve
cardiac arrhythmia and antioxidant systems, prevent the myo-
cardial infarction and relieve myocardial stunning; improve/
enhance recovery of heart function.

It is an object of the invention to provide compositions and
a means for improving/enhancing human health, particularly
responses that reduce chronic inflammation and prevent
inflammatory conditions; provide treatments that will be
simple and effective and will have little or no adverse side
effects.

It is an object of the invention to provide compositions and
a means for improving/enhancing human health, particularly
responses that improve and enhance immune system and,
thereby, having an effect of regulating/boosting the health of
human.

It is an object of the invention to provide compositions and
a means for improving/enhancing human health, particularly
responses that treat and reduce serum triglyceride, total cho-
lesterol, low density lipoprotein (LLDL) cholesterol and very
low density lipoprotein (VLDL) cholesterol level.

It is an object of the invention to provide compositions and
a means for improving/enhancing liver function/activities,
particularly responses that protect, prevent liver injury from
alcohols, toxins, metal or heavy metal over dose; protect liver
from chemo agent injury and damage. Maintain and enhance
recovery of liver function.

It is an object of the invention to provide compositions and
a means for improving/enhancing liver health, particularly
responses that improve/enhance liver recovery from injury
and shock, thereby, having an effect of maintaining/boosting
health of human.

It is an object of the invention to provide compositions and
a means for improving/enhancing kidney function/activities,
particularly responses that protect, prevent kidney injury and
damage; maintain and enhance recovery of kidney function.

It is an object of the invention to provide compositions and
a means for improving/enhancing eye health, particularly
responses that slow/prevent/treat age related macular degen-
eration; increase blood flow to the retina and choroid, also
facilitate retinal function recovery thereby preventing
ischemic retinopathy and age related macular degeneration.

It is an object of the invention to provide compositions and
a means for improving/enhancing human health, particularly
responses that improve diabetic benefits, inhibit insulin resis-
tance or insensitivity induced by fat or various fatty acids or
high sugar diets; restore/maintain normal pancreatic func-
tions/orders, prevent glucose toxicity.

It is an object of the invention to provide compositions and
a means for improving/enhancing human health, particularly
responses that prevent/treat obese and associated diseases/
conditions.

It is an object of the invention to provide compositions and
a means for improving/enhancing human health, particularly
responses that reduce/prevent/treat atherosclerosis, thereby,
having an effect of regulating/boosting the cardiovascular
health and lowering cholesterol; prevent/treat coronary artery
disease and peripheral vascular disease.

It is an object of the invention to provide compositions and
a means for improving/enhancing human health, particularly
responses that improve sense of well-being and, thereby, hav-
ing an effect of calming, prevent/improve depression.
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It is an object of the invention to provide compositions and
a means for improving/enhancing skin health and appear-
ance, particularly responses that improve skin conditions in
anti-aging, anti-wrinkle, anti-inflammation, anti-oxidation,
restore/prevent/treat skin damage and the signs of aging of the
skin.

It is an object of the invention to provide specific combi-
nations of ingredients or formula containing enriched or puri-
fied natural crocin and/or crocetin that deliver bioactive com-
ponents which directly, effectively prevent/treat/benefit
cancer/tumor patients.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated to enhance bio-actives
intakes.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to effectively prevent/protect
risk of cancers, treat/benefit cancer/tumor patients.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to improve/protect non-cancer-
ous or normal cells, tissues, organs and patients from injury/
damage by other anti-cancer agents, toxins, chemotherapeu-
tic agents, radiation.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to effectively prevent/treat/
benefit neurodegeneration patients; prevent/slow/treat Alzhe-
imer’s and Parkinson’s diseases.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to effectively prevent/treat/
benefit patients with impairment in learning and memory;
improve/enhance learning and memory.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to effectively enhance/improve
heart health, treat individuals with heart illness or sub-normal
conditions.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to effectively inhibit inflamma-
tions, chronic inflammations which may lead time many
health problems.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to enhance/improve immune
system.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to enhance/improve human
circulation system, lower cholesterol, triglyceride and low
density lipoprotein.

It is another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to enhance/improve liver
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health, protect/prevent liver injury/damage from alcohol/
ethanol, toxins, chemotherapeutic agent. Strengthen/restore
liver functions.

Itis another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to effectively enhance/improve
eye health, prevent/slow/treat individuals with age-related
illness or sub-normal conditions.

Itis another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to enhance and benefit indi-
viduals with diabetes.

Itis another object of one aspect of the invention to provide
improvements of human nutrition by the combinations, in
particular specially formulated with enriched or purified
natural crocin and/or crocetin to enhance and benefit indi-
viduals with coronary artery disease and peripheral vascular
disease; to prevent and reduce risk of coronary artery disease
and peripheral vascular disease.

These and other objects are achieved by the invention,
which provides food/dietary/therapeutic compositions/for-
mula comprising unique combinations of enriched or purified
natural crocin and/or crocetin and regimens employing them
to enhance and maintain health and improve sub-health con-
ditions.

These and other objects are achieved by the invention,
which provides therapeutic compositions/formula compris-
ing unique combinations of enriched or purified natural cro-
cin or crocetin alone or both in combination with other excipi-
ent or stabilizer to prevent or treat cancers/tumors.

These and other objects are achieved by the invention,
which provides food/dietary/therapeutic compositions com-
prising unique combinations of natural enriched crocin and
crocetin and possible other bio-actives, proteins, peptides and
amino acids constituting immune system improving nutra-
ceutical compositions and regimens employing them to
reduce risks in individuals with suppressed/abnormal
immune systems.

These and other objects are achieved by the invention,
which provides food/dietary/therapeutic compositions com-
prising unique combinations of natural enriched crocin and
crocetin and possible other bio-actives, vitamins constituting
antioxidant nutraceutical compositions and regimens
employing them to reduce risks of diseases

These and other objects are achieved by the invention,
which provides food/dietary/therapeutic/topical composi-
tions comprising unique combinations of natural enriched
crocin and crocetin and possible other bio-actives, constitut-
ing antioxidant nutraceutical compositions and regimens
employing them to reduce risks of radical damages, chemical
damages and photo-damages to normal cells, tissues, organs,
(liver, skin, etc.).

It is also an objective of this invention to provide a method
to enrich or purify crocin and/or crocetin from gardenia fruit,
gardenia extract, gardenia yellow, or saffron.

BRIEF DESCRIPTION OF THE FIGURES

FIG. 1 shows the flow diagram of crocin enriching and
purification from gardenia yellow D500 as described in
Example 1.

FIG. 2 shows HPLC chromatograms of crocin obtained as
described in Example 2.
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FIG. 3 shows a QNMR chromatogram of crocin obtained
as described in Example 2.

DETAILED DESCRIPTION OF INVENTION

While various embodiments of the present invention about
compositions are discussed below, it should be appreciated
that the present invention provides some of many applicable
inventive concepts that can be embodied in a wide variety of
specific contexts. The specific embodiments discussed herein
are merely illustrative of a few specific ways to make and use
the invention and do not delimit the scope of the invention.

To facilitate the understanding of this invention, a number
of terms are defined below. Terms defined herein have mean-
ings as commonly understood by a person of ordinary skill in
the areas relevant to the present invention. Terms such as “a”,
“an” and “the” are not intended to refer to only a singular
entity, but include the general class of which a specific
example may be used for illustration. The terminology herein
is used to describe specific embodiments of the invention, but
their usage does not delimit the invention, except as outlined
in the claims.

This invention reveals nutraceutical/therapeutic composi-
tions/formulations and/or regimens comprising unique com-
binations with meaningful, quantitative, and sufficient
amount of enriched or purified or high purity natural crocin
and/or crocetin and possible other health beneficial phy-
tochemicals and/or extracts and/or vitamins and/or health
beneficial minerals.

This invention to provide a safe and natural nutraceutical/
therapeutic composition for preventing, decreasing and treat-
ing cancers, age-related neurodegenerating disease (Alzhe-
imer’s and Parkinson’s diseases), brain, heart, liver, kidney
diseases, eye and circulations diseases, diabetes, inflamma-
tions, skin damages, signs of aging of the skin and other
conditions. This invention provides a safe and natural nutra-
ceutical/therapeutic composition for enhancing/restoring
function of brain, heart, liver, eye, kidney, pancreas, skin and
protecting them from oxygen radical stress, toxins, metals,
alcohol/ethanol induced injury/damage/impairment. This
invention provides a safe and natural nutraceutical/therapeu-
tic composition for enhancing/restoring in learning and
memory. This invention prevents/improves/treats above men-
tioned diseases and conditions by the use of a specific com-
position or compositions of crocin and/or crocetin or combi-
nation of crocin and crocetin and possible selection of other
effective or health promoting phytochemicals, amino acids,
vitamins or minerals. The invention is also useful but not
limited to above mentioned diseases, disorders and sub-
health conditions. These compositions can be considered as a
therapy. These compositions can also be considered as
improvements in human nutrition in that they present new
combinations of phytochemicals, or amino acids, or vitamins
useful in reducing above mentioned disease risks.

Crocin and other crocetin glycosides are major color com-
ponents and phytochemicals of the stigmas of saffron (Crocus
sativus 1..) and the fruits of gardenia (Gardenia jasminoides
Ellis). Both saffron and gardenia fruits have been tradition-
ally used and listed as food additives. Crocin, crocetin and
crocetin natural glycosides from saffron or gardenia fruits are
considered safe as extensive studies found crocin have no
toxic effect on normal cells and protect normal cells. Due to
limitation of saffron source and its expensiveness, it is cost
forbidden to commercially enrich or purify crocin and/or
crocetin from saffron. Saffron quality variation and a high
amount of adulterant on the saffron market also hinder its use
in quality products. Enriching and purification of crocin and
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crocetin from commercial gardenia yellow, gardenia extract
or directly from gardenia fruits provides affordable and high
purity crocin and/or crocetin for quantitative and amount
consistent applications in this invention. The enriched and
purified crocin and/or crocetin of this invention to be used in
supplements or therapeutic products are safe and effective for
enhance health, protect, prevent and lower risk of above men-
tioned diseases and conditions. Use of enriched or purified
natural crocin and/or crocetin in therapeutic compositions or
formulations is essential in this invention. Particularly an
injectable requires high purity and high quality crocin and/or
crocetin.

The crocin and/or crocetin used in this invention is the
enriched or purified form with crocin and/or crocetin content
of at least 50%, preferably at least 80%, more preferably at
least 90%, in particular cases at least 99%, manufactured
under conditions to meet food or pharmaceutical standards.
Said the crocin can include Crocin-1 (Crocetin-di-p-D-gen-
tiobiosyl ester), Crocin-II (Crocetin-f3-D-gentiobiosyl-p-D-
glucosyl ester), Crocin-II1 (Crocetin-mono--D-gentiobiosyl
ester), Crocin-IV (p-D-monoglucoside ester of monomethyl
a-crocetin), Crocetin-di-(f-D-glucosyl) ester, Crocetin-
mono-f-D-glucosyl ester, 13-cis-crocetin di(3-D-gentiobio-
syl) ester and 13-cis-crocetin $-D-gentiobiosyl-f-d-glucosyl
ester, etc. naturally existed crocetin derivatives in saffron or
Gardenia fruits.

This invention has a number of advantages over the use of
saffron and saffron extracts. Because crocin and/or crocetin
can be enriched and purified from an abundant and safe
source, gardenia yellow, gardenia fruit or gardenia extract
through a simple and effective method, the manufactured
crocin and/or crocetin are highly enriched and purified in
comparison to saftfron. Processes described herein, without
using toxic solvent or generating large amount of waste, are
environmentally friendly. Enriched and purified crocin and/or
crocetin with purity at least 50% up to 99% have significant
reduced or no undesirable components provide safer prod-
ucts. Unlike saffron which varies in crocin content, Crocin
and/or crocetin described in compositions herein provide
quantitative, quality consistent and effective dosage for pre-
venting and treating cancers, neurodegenerative disorders
such as Alzheimer’s and Parkinson’s diseases, age-related
macular degeneration, and other diseases or conditions. High
purity crocin and/or crocetin described herein are particularly
useful in compositions for injection or infusion.

Crocin and/or crocetin are typically analyzed and detected
by HPLC at wavelength of 440 nm. However, if a component
or components in a saffron or gardenia extract possess no
crocetin or carotenoid-like core structure, such components
will not be detected at 440 nm. Hence, to determine crocin
purity in saffron or gardenia extracts, it is essential to analyze
the sample or samples with crocin standard at different con-
centrations to establish a linear line under the same conditions
on a HPLC instrument. Preferably, crocin purity determina-
tion can also be done by Quantitative Nuclear magnetic reso-
nance (NMR) spectroscopy.

An exemplary embodiment method of the invention
includes but is not limited, for example:

a. Purification of Crocin and/or Crocetin:

20 g of Commercial gardenia yellow D500 was weighed
into a centrifuge bottle, add 3 times of 80% ethanol in volume
of gardenia yellow weight, cover the bottle and stir at 35° C.
for 15 to 20 minutes in dark, separate soluble in supernatant
after centrifugation at 10,000xg for 10 minutes, supernatant
was collected in flask, repeat 5 times of the addition of ethanol
dissolution and separation of soluble supernatant, the col-
lected and combined supernatants was sealed and put into
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-10° C. freezer in dark for 15 to 20 days, then filter to separate
crystals from solution and washed with acetone, 5.7 g crocin
was obtained, dissolve this crocin in 360 ml 80% ethanol and
recrystallize at —10° C. give purer crocin, wash with acetone,
dry to obtain about 4 g; high purity crocin is further obtained
by column chromatography through common steps including
dissolving the product in 30% ethanol, passing the solution
through a column filled with macroporous resin A-5 to adsorb
crocin with resin, washing with distilled water and 30% etha-
nol to remove impurities, eluting the column with 95% etha-
nol to desorb pure crocin from the resin, collecting the eluted
crocin solution, concentrating and drying. A flow chart of
crocin and/or crocetin purification is shown in FIG. 1.

Analysis of Crocin by HPLC:

Preparation of linear solution: Accurately weighed 11.9
mg Crocin | standard in 10 ml volumetric flask, add methanol
and water (1:1) to dissolve crocin and make to the scale as
mother solution. Aliquot the prepared mother solution to
make a series of diluted standard solutions. Standard solu-
tions were subjected to HPLC analysis to prepare standard
curve. 5 uml of the prepared solution was injected into HPL.C
instrument. HPL.C instrument is an Agilent 1260/6120 and
equipped with Agela Venusil XBP C18 column (4.6x150 mm,
5 um) and column temperature at 40° C. Other conditions and
elution gradient were listed below:

Mobile Phase: A: 4 L. H20 20 (with 1.5 ml TFA)
B: 4 L Acetonitrile (with 0.75 ml TFA)

Gradient
Time (min) B %
0.01 0
10.00 60
15.00 100
20.00 100
Post run: 4.5 min

Flow rate: 1 ml/min
Wave length: 440 nm
Column Temp: 40° C.

Corresponding HPL.C peak areas and concentrations of cro-
cin samples were listed in table 1:

TABLE 1
Crocin Standards Peak area Conc (pg/ml)
Std. 1 3119.7 119
Std. 2 2004.7 79.33
Std. 3 1507.4 59.5
Std. 4 735.6 29.75
Std. 5 168.8 7.44

A linear equation of y=26.361x-48.186 (R*=0.9994) was
obtained by calculation. Sample with crocin concentration in
the range of 7.44 ug/ml and 119 pg/ml conforms to the linear
relation.

b. Analysis of Crystallization Sample:

Accurately weigh 18.8 mg crystallization sample in 10 ml
volumetric flask, add methanol and water (1:1) to dissolve
sample and make to the scale resulting in 188 pg/ml (18.8
mg/10 ml) concentration, and accurately transfer 5 ml into
another 10 ml volumetric flask, add methanol and water (1:1)
to scale and make 94 pg/ml sample concentration; 5 pl of the
prepared sample solution was injected to HPLC under same
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conditions described in making standard linear equation (see
FIG. 1); Calculate sample purity by using the formula of:
Crocin Purity(100%)=Concentration of the solution

under test/Concentration of crocin samples®100

Measured and calculated results by HPL.C method are shown
in table 2.

TABLE 2
Sample Area Cl (ug/ml) W (mg) C2 (ug/ml)  Purity %
1 3846.7 147.75 18.8 188 78.59
2 1886 73.37 9.4 94 78.06

c¢. Analysis of Crocin by QNMR:

Accurately weigh 5-10 mg of crystallization sample and
maleic acid into NMR tube, add 0.6-1.0 ml of DMSO-d6
(>99% atom-% D) into the tube and shake to dissolve both
sample and maleic acid. It is subjected to quantitative
H-NMR analysis. NMR instrument is Varian 400MR. Test for
measurement is set at Pulprog=zg45, d1=15, d2=19, and
nt=16. 3 1.97 (12H) is selected as quantification peak; d 6.25
is internal standard quantification peak (see FIG. 2). After
measurement, results are calculated by the formula:

Assay of sample=[I(a)xMW (@)xN(b)x W(b)x A (b)) [T

(BXMW (b)xN(a)x W(b)]

I(a): Area of sample selected peak
I(b): Area of internal standard peak
MW (a): Sample molecular weight
MW (b): Internal standard molecular weight
W(a): Sample weight
W(b): Internal standard weight
N(a): Number of proton of selected sample peak
N(b): Number of proton of selected internal standard peak
A(b): Purity of internal standard
Measured and calculated results by QNMR method are
shown in table 3.

TABLE 3

Ratio of area of

Sample Wt. Standard Wt.  selected peak to Purity of
Test No. (mg) (mg) standard’s Sample
1 9.7 6.2 0.795:1 77.30%
2 9.4 6.9 0.871:1 81.10%
Average 79.20%
The nutraceutical/pharmaceutical compositions with

enriched or purified crocin and/or crocetin of the invention
can be formed alone or in combination with one or more of
health promoting phytochemicals or food extracts containing
effective amount of phytochemicals including: acteoside,
aloenin, aloesin, aloin, alpinetin, atractylenolide, atractylo-
din, aurantio-obtusin, cimigenol, cimifugin, cimiside, garci-
none, ascorbic acid, astragalin, quercetin, resveratrol, pteros-
tilbene, curcumin, demethoxycurcumin, bis-
demethoxycurcumin, theaflavin, theaflavin-3,3'-digallate,
theaflavin-3-gallate, theaflavin-3'-gallate, L-theanine, antho-
cyanidins, anthocyanins, catechin, epicatechin, gallocat-
echin, epigallocatechin, epicatechin gallate, gallocatechin
gallate, epigallocatechin gallate, procyanidin, chlorogenic
acid, cardamonin, arctigenin, arctiin, asiatic acid, asiatico-
side, bergamotin, bergapten, betaine, dioscin, galangin,
cimicifugoside, cinnamic acid, ferrulic acid, fumaric acid,
a-lipoic acid, carnosine, L-carnitine, caffeic acid, ellagic
acid, maslinic acid, phenylethyl caffeate, caffeic acid phen-
ethyl ester, theobromine, theophylline, caffeoylquinic acid,
ursolic acid, allicin, gingerol, shogaol, ginkgolide, ginkgetin,
ginsenoside, astragaloside, cycloastragenol, danshensu, dan-
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shenol, danshenxinkun, tanshinone, tanshindiol, rosmarinic
acid, dosmin, nobiletin, tangeretin, luteolin, lutein, -lyco-
pene, zeaxanthin, tyrosol, hyperin, hyperoside, quercetin,
quercetrin, isoquercitrin, hydroxytyrosol, rosarin, f-rosas-
terol, rosavin, rosin, punicalagin, punicalin, myricetin,
myricitrin, kaempferol, dihydromyricetin, apigenin, narin-
gin, naringenin, honokiol, magnolol, mangiferin, mangostin,
hesperetin, hesperidin, lupeol, indole-3-carbinol, genistein,
genistin, daidzein, daidzin, cynarin, bilobalide, bilobetin, epi-
medin, sulforaphane, phloretin, phloretin-xyloglucoside,
phloridzin, proanthocyanidins, procyanidin B1, procyanidin
B2, procyanidin Cl1, silibinin, rutin, wogonin, morin,
morusin, mulberroside A, mulberroside B, glycyrrhizic acid,
glycyrrhetinic acid, linarin, protodioscin, protogracillin, syn-
ephrine, rebaudioside A, stevioside, vitexin, isovitexin,
vitexin-4, vitexin-4"-O-glucoside, vitexin-2"-O-rhamnoside,
vitexin-4'-rhamnoside, alpha-tocopherol, beta-tocopherol,
gamma-tocopherol, delta-tocopherol, etc.

A food extract that should contain effective amount of
phytochemicals can come from one but not limited to the
following sources: bilberry, blueberry, cranberry, raspberry,
cherry, mulberry, pomegranate, purple corn, strawberry,
grapes, black berry, gooseberry, black currants, grape, cocoa
beans, coffee beans, pine bark, cardamom, cinnamon bark,
ginseng, astrgalus, rodiola, garcinia, ginger, ginkgo, citrus
fruit, grape skins, grape seeds, hawthorn, artichoke, broccoli,
broccoli seeds, apple, olive, orange, lemon, pepper, soybean,
mango, tea leaves, tomato, turmeric, cabbage, purple corn,
black rice, bitter lemon, stevia, lo han, goji (wolfberry), sea
buckthorn, kudzu, clove, hemp, cassia, magnolia, nutmeg,
jujube, honeysuckle, poria, bellflower, lotus, basil, sesame,
angelica, cimicifuga, epimedium, schisandra, salvia, licorice,
ligustrum, ophiopogonis, aloe, dodder, fenugreek, gotu kola,
purslane, tribulus, etc. The above components of the compo-
sitions of the invention should have, individually, effective
levels of purity to meet the objectives of the invention. The
components can be standardized for dosage level based on
purity and amount used.

The nutraceutical/pharmaceutical compositions can fur-
ther include one or more free amino acids or peptides, such as
arginine, lysine, methionine, histedin, leucine, isoluceine,
alanine, phenyalanine, asparingine, aspartic acid, tryp-
tophane, proline, threonine, cysteine, selenocysteine, serine,
taurine, tyrosine, valine, glycine, glutamine, glutamic acid,
ornithine, carnosine, [-carnitine, glutathione.

The nutraceutical/pharmaceutical compositions can fur-
ther include one or more vitamins or minerals, including, but
not limited to, vitamin A, vitamin C, vitamin B 1, vitamin B2,
vitamin 33, vitamin B6, vitamin B12, vitamin D, vitamin E,
vitamin K (and derivatives), calcium, sodium, potassium,
chromium, vanadium, magnesium, manganese, selenium,
copper, molybdenum, boron, vanadium, and/or iron (and
derivatives) (preferably in amounts less than the RDA).

The nutraceutical/pharmaceutical composition of the
invention may be administered in any route that is appropri-
ate, including but not limited to oral, parenteral (Intravenous,
intramuscular, intraperitoneal, intrasternal, subcutaneous,
intraarticular injection and infusion), percutaneous, rectal,
mucosal, intranasal or topical (transdermal, as by powders,
ointments, creams, sprays, drops or patches) administration.
Ophthalmic formulation, ear drops, solutions, and eye oint-
ments are also contemplated as being within the scope of this
invention. The most suitable route may depend upon the
condition and disorder of the recipient.

In certain embodiments more than one dose comprising an
effective amount of crocin and crocetin is administered to the
human (e.g., two or more doses spaced over time, each dose

10

15

20

25

30

35

40

45

50

55

60

65

16

comprising an effective amount of crocin and crocetin). The
effective amount of crocin and crocetin can be in composi-
tions in combination with one or more active components of
phytochemicals and or amino acids or peptides previously
mentioned.

In some embodiments compositions comprise with one or
more carbohydrate nutrients. For example, the carbohydrate
nutrient may be selected from the group consisting of: rice
oligodextrin, amylase, amylopectin, glucose, sucrose, fruc-
tose; maltodextrin, maltose, isomaltulose, leucrose, trehalu-
lose, ribose, trehalose.

The applications and dosage forms of nutraceutical/phar-
maceutical compositions for oral administration can be lig-
uids, beverages, tablets, soft gels, capsules, pills, caplets,
gums, dragees, granules, powders, or effervescent tablets,
sprays, functional foods.

A solid nutraceutical/pharmaceutical composition for oral
administration may optionally contain, in addition to the
above enumerated nutraceutical/pharmaceutical composition
ingredients or compounds: carrier materials such as corn
starch, acacia, gelatin, malt, tragacanth, microcrystalline cel-
Iulose, kaolin, dicalcium phosphate, calcium carbonate,
sodium chloride, alginic acid, lactose, glucose, sucrose, and
the like; disintegrators including, microcrystalline cellulose,
alginic acid, and the like; binders including acacia, methyl-
cellulose, ethyl cellulose, sodium carboxymethylcellulose,
polyvinylpyrrolidone, hydroxypropyl methylcellulose, and
the like; and lubricants such as magnesium stearates, stearic
acid, silicone fluid, talc, oils, waxes, colloidal silica, and the
like. In addition to active ingredients, an effervescent tablet
composition may contain mixtures of acids (like citric, tar-
taric, malic and fumaric acid or combination thereof) and
carbonates like sodium, potassium bicarbonate or carbonate
that release carbon dioxide when dissolved in water and water
soluble binder (starches, natural gums, cellulose gums,
microcrystalline cellulose, methylcellulose, cellulose ethers,
ethylcellulose, sodium carboxymethylcellulose, gelatin, dex-
trose, lactose, sucrose, sorbitol, mannitol, polyethylene gly-
col, polyvinylpyrrolidone, pectins, alginates, polyacryla-
mides, polyvinyloxoazolidone, polyvinylalcohols and
mixtures thereof) and lubricant (sodium benzoate, polyethyl-
ene glycol, L-leucine, adipic acid, and combinations thereof).
A composition can also include other ingredients including,
e.g., flavor agents, fillers, surfactants, color agents, and sweet-
eners. The usefulness of such excipients is well known in the
art. A composition optionally comprises one or more addi-
tional coatings surrounding the core and/or the control releas-
ing coat such as moisture barrier coats, enteric coats or coat-
ings that affect the physical integrity and/or appearance of the
nutraceutical composition.

In the case of capsules, tablets and pills, the dosage form
may also comprise buffering agents. Solid compositions of a
similar type may also be employed as fillers in soft and
hard-filled gelatin capsules using lactose or milk sugar as well
as high molecular weight polyethylene glycols and the like.

A liquid nutraceutical composition for oral administration
in connection with a method can be prepared in water or other
aqueous vehicles. In addition to the above enumerated nutra-
ceutical/pharmaceutical composition ingredients or com-
pounds, a liquid nutraceutical/pharmaceutical composition
can include suspending agents such as, for example, algi-
nates, pectin, kelgin, carrageenan, acacia, methylcellulose,
polyvinyl alcohol, polyvinylpyrrolidone, and the like. The
liquid nutraceutical/pharmaceutical compositions can be in
the form of a solution, emulsion, syrup, gel, powder or elixir
including or containing wetting agents, sweeteners, and col-
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oring and flavoring agents. Various liquid and powder nutra-
ceutical compositions can be prepared by conventional meth-
ods.

The nutraceutical/pharmaceutical compositions for
parenteral and percutaneous administration comprise phar-
maceutically acceptable sterile aqueous or nonaqueous solu-
tions, dispersions, suspensions or emulsions and sterile pow-
ders for reconstitution into sterile injectable solutions or
dispersions. Intravenous administration is likely one of the
best routes in delivery of crocin and crocetin for most effec-
tive prevention and treatment of cancers and other diseases
and conditions. Examples of suitable aqueous and nonaque-
ous carriers, diluents, solvents or vehicles include water, etha-
nol, polyols (propylene glycol, polyethylene glycol, glycerol,
and the like), suitable mixtures thereof, vegetable oils (such
as olive oil) and injectable organic esters such as ethyl oleate.
Further, the injections may contain stabilizers, solubilizers,
suspending agents, emulsifiers, soothing agents, buffers, pre-
servatives, isotonic agents, antibacterial and antifungal
agents, etc. The injectable compositions are sterilized in the
final formulation step or prepared by sterile procedure. The
nutraceutical/pharmaceutical composition of the invention
may also be formulated into a sterile solid preparation, for
example, by freeze-drying, and the sterile solid preparation
can be dissolved in a solvent, sterile injectable water, inject-
able saline or other sterile diluent(s), to form an injectable
solution for immediate injection.

A pharmaceutical composition solution for parenteral
administration may generally be prepared by dissolving the
compound in a medium, subjecting the resulting solution to
filtration for sterilization, filling the solution in vials or
ampoules or glass bottles or suitable plastic bags, and sealing
the vials or ampoules or bottles or bags. It is also possible to
freeze-dry the composition and fill the resulted powder in
vials, and then eliminate the moisture in vacuum to improve
stability. Parenteral suspensions can be prepared by substan-
tially the same method as that applied to solutions for
parenteral administration; however, the suspensions can pref-
erably be manufactured by suspending the active ingredient
in a medium, and then subjecting the result to sterilization by
using ethylene oxide or the like. Furthermore, surface active
agents, moistening agents and so forth may also be added so
that a uniform dispersion of the active ingredient can be
obtained.

Compositions for rectal administration are preferably sup-
positories which can be prepared by mixing the active com-
ponents of this invention with suitable non-irritating carriers
such as cocoa butter, polyethylene glycol or a suppository
wax which are solid at ambient temperature but liquid at body
temperature and therefore melt in the rectum and release the
active compound.

Compositions for topical or transdermal administration of
this invention can be prepared as ointments, pastes, creams,
lotions, gels, powders, solutions, sprays, inhalants or patches.
The active component is admixed under sterile conditions
with a pharmaceutically acceptable carrier and any needed
preservatives or buffers as may be required. The ointments,
pastes, creams and gels may contain, in addition to an active
compound of this invention, animal and vegetable fats, oils,
waxes, paraffins, starch, tragacanth, cellulose derivatives,
polyethylene glycols, silicones, bentonites, silicic acid, talc
and zinc oxide, or mixtures thereof. Powders and sprays can
contain, in addition to the compounds of this invention, lac-
tose, talc, silicic acid, aluminum hydroxide, calcium silicates
and polyamide powder, or mixtures of these substances.
Sprays can additionally contain customary propellants such
as chlorofluorohydrocarbons.
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Compositions of this invention may also be administered in
the form of liposomes. As is known in the art, liposomes are
generally derived from phospholipids or other lipid sub-
stances. Liposomes are formed by mono- or multi-lamellar
hydrated liquid crystals that are dispersed in an aqueous
medium. Any non-toxic, physiologically acceptable and
metabolizable lipid capable of forming liposomes may be
used. The present compositions in liposome form may con-
tain, in addition to the active components of this invention,
stabilizers, preservatives, and the like. The preferred lipids
are the natural and synthetic phospholipids and phosphatidyl-
cholines (lecithins) used separately or together. Methods to
form liposomes are known in the art. See, for example, Pres-
cott, Ed., Methods in Cell Biology, Volume XIV, Academic
Press, New York, N.Y., (1976), p 33 et seq.

In certain embodiments the amount of crocin or crocetin or
the combination of both is from about 1.0 mg to about 7000
mg per dose, from about 50 mg to about 500 mg per dose for
prevention and protection, or from about 200 mg to about
2000 mg per dose, or from about 200 mg to 500 mg per dose.
In certain embodiments the effective amount of crocin and
crocetin is from about 0.25 mg/kg bodyweight of the human
to about 50 mg/kg bodyweight of the human per dose. The
dose, and perhaps the dose frequency, can vary according to
the age, body weight and conditions of individual patient. The
purity of the ingredients and the presence of added diluents,
emulsifiers and other additives must be taken into consider-
ation in determining the dosage.

In a preferred form the invention provides a dietary supple-
ment composition wherein supplement capsules are prepared
by simply use of dry or solid compositions as filler in soft and
hard-filled gelatin or vegetable capsules for oral administra-
tion. Prepared capsules are orally administered as part of a
prepared food. One example formula includes the following
active ingredient presented in parts in weight: about 200 parts
crocin and crocetin, about 150 parts green tea extract, about
50 parts curcumin, about 50 parts resveratrol, about 25 parts
Panax ginseng extract, about 15 parts a-lipoic acid, and about
10 parts L-carnitine. A composition containing this formula
and carriers may be conventionally presented in unit dosage
form and prepared by methods, fill in as capsules or press into
tablets, well known in the art of supplement. The total daily
dose (in single or divided doses) ranges from about 100 mg
per day to about 2000 mg per day, or about 200 mg per day to
about 4000 mg per day. In some embodiments, the total daily
dose may range from about 50 mg to about 5000 mg per day.
A powder mixture of this formula can also be used to prepare
functional foods. More examples provided later.

In another preferred form the invention provides a thera-
peutic composition wherein soluble effervescent tablets are
prepared by compression. Compare to conventional tablet
and capsules, effervescent tablets have major advantage that
the drug product is already in solution at the time it is con-
sumed. The absorption is faster and active ingredients are
delivered to the stomach at a pH that is just right for absorp-
tion. Because effervescent tablets dissolve fully in a buffered
solution, it prevents gastric acids from interacting with the
active ingredients and reduces causes of stomach and esoph-
ageal upsets. Effervescent tablets also enhance the absorption
of'a number of active ingredients, compared to conventional
formulations. This is because the carbon dioxide created by
the effervescent reaction can induce enhanced active-ingre-
dient permeability due to an alteration of the paracellular
pathway. The paracellular pathway is the primary route of
absorption for hydrophilic active ingredients in which the
solutes diffuse into the intercellular space between epithelial
cells. It is postulated that the carbon dioxide widens the
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intercellular space between cells, which leads to greater
absorption of active ingredients. One exampled formula
includes: 1500 mg citric acid, 800 mg potassium bicarbonate,
800 mg sodium bicarbonate, 160 mg sodium carbonate, 250
mg crocin and crocetin, 60 mg polyethylene glycol 6000, 50
mg aspartame, 30 mg flavorant. The material of this formula
can be blended and pressed into appropriate size of soluble
effervescent tablets. For effective protection and prevention,
a dosage unit of this formulation will preferably be from 0.5
g to 10 g. The doses and these individual ingredients can be
varied by up to 50% of the above values, preferably varying
by no more than 25%. For therapeutic propose and treatment,
a dosage or multi-dosages of 1 g to 20 g per day is sufficient
and effective for patients.

In yet another preferred form, a sterile injectable solutions
can be prepared by incorporating crocin and crocetin pre-
pared under pharmaceutical procedure in the required amount
in an appropriate solvent with one or a combination of ingre-
dients enumerated above, as required, followed by filtered
sterilization. Generally, dispersions are prepared by incorpo-
rating the active compound into a sterile vehicle which con-
tains a basic dispersion medium and the required other ingre-
dients from those enumerated above. In the case of sterile
powders for the preparation of sterile injectable solutions, the
preferred methods of preparation are vacuum drying and
freeze-drying which yields a powder of crocin and crocetin
plus any additional desired ingredient from a previously ster-
ile-filtered solution thereof. One example formulation
includes preparation of a solution with crocin and/or crocetin,
which is purified under pharmaceutical grade conditions, and
cyclodextrin, or mannitol, or sorbitol or maltitol, fill in glass
vials with designated volume/dosage and freeze-dry to get
powder form and aseptically seal the vials. An injectable
solution is re-constituted with sterile injectable water or
saline or 5% dextrin before injection. Dosage of purified
crocin and/or crocetin ranges from 10 mg to 5000 mg per day,
preferably 50 mg to 1000 mg per day, more preferably 100 mg
to 500 mg per days.

Atopical formulation of this invention, one exampled com-
position contains a combination of crocin, crocetin, and one
or more a.-lipoic acid, a carnosine, and a carnitine, is particu-
larly advantageous because of the multi-pronged effect these
ingredients have for addressing the aging process. Each of
a-lipoic acid, L-carnitine, and carnosine are produced by the
body and their secretion generally decrease with age, and the
topical application of these or related compounds provides
protection against loss due to age. These ingredients are also
antioxidants.

The topical formulation will preferably comprise crocin
and/or crocetin thereof in an amount of from about 0.01 to
50% by weight, based on the total weight of the composition,
or more preferably in an amount of from about 0.1 to 7.0% by
weight, based on the total weight of the composition. The
formulation will preferably comprise L-carnitine thereof in
an amount of from about 0.01 to 50% by weight, based on the
total weight of the composition, or more preferably in an
amount of from about 0.5 to 2.0% by weight, based on the
total weight of the composition. The formulation will prefer-
ably comprise carnosine thereof in an amount of from about
0.01 to 50% by weight, based on the total weight of the
composition, or more preferably in an amount of from about
0.1 to 5.0% by weight, based on the total weight of the
composition.

Following examples are presented to further explain and
illustrate the invention and are not to be taken as limiting in
any regard. Unless otherwise indicated, all parts and percent-
ages are by weight.
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COMPOSITION EXAMPLES

Example 1

This example provides a preferred, but not limited, dosage
form of a composition of the invention. Gelatin or vegan
capsules are produced by preparing a mixture of the following
ingredients with filler by grinding under a vacuum to assure
intimate mixing and a dry character, and then filling indi-
vidual gelatin capsules with a total of 1000 mg as comprising
of following:

200 mg crocin and/or crocetin
150 mg green tea extract
50 mg curcumin
50 mg resveratrol
25 mg Panax ginseng extract
15 mg a-lipoic acid, and
10 mg L-carnitine

These capsules are consumed in a regimen effective to
prevent or treat cancers and other conditions and diseases,
preferably taking once in the morning and once in the
evening.

Example 2

This example provides another preferred, but not limited,
composition of this invention. Tablets are produced by pre-
paring a mixture of the following ingredients with excipient
through steps by blending, dry granulating, milling, blending,
compressing, and coating. A composition comprises enriched
and purified crocin and/or crocetin and other phytochemicals
or extracts as following:

200 mg crocin and/or crocetin

200 mg green tea extract

100 mg curcumin

100 mg Grape seed extract
50 mg Panax ginseng extract
50 mg Rhodiola rosea extract
50 mg Ginkgo biloba extract

A daily supplement dosage of 100 mg to 1000 mg is useful
in preventing and delaying cancers and neurodegenerative
diseases, enhancing brain and mental health, improving cog-
nitive, learning and memory ability, protecting liver, heart,
lung, kidney, eye, skin, nerves, normal cells.

Example 3

This example provides a preferred, but not limited, dosage
form of a composition of the invention. Gelatin or vegan
capsules are produced by preparing a mixture of the following
ingredients with filler by grinding under a vacuum to assure
intimate mixing and a dry character, and then filling indi-
vidual gelatin capsules with a total of 1000 mg as comprising
of following:

200 mg crocin and/or crocetin
500 mg dihydromyricetin

50 mg resveratrol

50 mg artichoke leaf extract

These capsules are consumed in a regimen effective to
protect liver from injury and alcohol damage, or treat liver
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cancer and/or restore liver function, prevent and/or treat other
conditions and diseases, preferably taking once in the morn-
ing and once in the evening, or preferably taking prior to
consume alcohol.

Example 4

This example provides a preferred, but not limited, dosage
form of a composition of the invention. Gelatin or vegan
capsules are produced by preparing a mixture of the following
ingredients with filler by grinding under a vacuum to assure
intimate mixing and a dry character, and then filling indi-
vidual gelatin capsules with a total of 1000 mg as comprising
of following:
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22

reconstituted by adding, shaking and dissolving in suitable
amount of injectable water or physiological (0.7% w/w)
saline solution.

A. A Reconstituted Injection Lyophilized Vial Contains:

50 mg crocin and/or crocetin
200 mg mannitol
S5ml physiological (0.7% w/w) saline solution

B. A Reconstituted Infusion Lyophilized Bottle Contains:

250 mg crocin and/or crocetin
2000 mg mannitol
50 ml physiological (0.7% w/w) saline solution

250 mg crocin and/or crocetin
200 mg citrus extract (90% polymethoxylated
flavones, nobiletin & tangeretin)
100 mg curcumin
50 mg resveratrol

These capsules are consumed in a regimen effective for
prevention and treatment of cancer and lowering risk of can-
cers and other diseases or conditions, preferably taking once
in the morning and once in the evening in the middle of meal.

Example 5

This example provides a preferred, but not limited, com-
position of this invention for eye health. Tablets are prepared
by preparing a mixture of the following ingredients with
excipient through steps by blending, dry granulating, milling,
blending, compressing, and coating. A composition com-
prises enriched and purified crocin and/or crocetin and other
phytochemicals or extracts as following:

200 mg crocin and/or crocetin
200 mg lycopene
100 mg beta-carotene
100 mg bilberry extract
50 mg lutein
25 mg zeaxanthin

These tablets are consumed in a regimen effective to pre-
vent and treat of age-related macular degeneration (AMD),
increase blood circulation in retina, protect retina and brain
from toxin- or light-induced stress, improve and maintain eye
sight and brain function, and lower risk of cancers and other
diseases or conditions, preferably taking once in the morning
and once in the evening in the middle of meal.

Example 6

This example provides a preferred, but not limited, thera-
peutically injectable/infusion composition of this invention.
A sterile injectable/infusion composition is prepared in
amber vials or bottles in lyophilized powder form by steps:
quantitatively mixing 5 g high purity crocin and/or crocetin
(at least a purity of 98%, preferably at least 99%) with 20 gor
40 g pharmaceutical grade mannitol, dissolving the mixture
in a suitable solvent 400 ml or 800 ml distilled or injectable
water, sterilizing by filtering the solution through 0.15-0.22
um sterilized filtration membrane, distributing into sterilized
amber vials or bottles, freeze-drying, sealing vials or bottles,
and labeling and packing to obtain the products. To inject or
infuse the product to a subject, a solution of the product is
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This injectable or infusion form of this invention is useful
in treating various cancers, neurodegenerative disorders such
as Alzheimer’s and Parkinson’s diseases, other diseases and
conditions.

Example 7

This example provides a preferred, but not limited, dosage
form of a composition of this invention. Effervescent tablets
are prepared by following steps: a. mix anhydrous citric acid
with crocin and/or crocetin. b. make granulates by adding
65% citric acid solution under agitation and subsequently
drying at low temperature to relative humidity of the granule
to less than 0.15%. c. mix granules at low humidity with
anhydrous sodium bicarbonate, flavorant, aspartame, and
polyethylene glycol (PEG) 6000. d. press to form the effer-
vescent tablets and magnesium stearate is used as an external
lubricant to avoid sticking during the tableting operation.
Average size of the tablets is 3.85 g with diameter of 23 mm
and thickness of 3.15 to 3.25 mm. e. pack 10 tablets in a
re-sealable HDPE container. An exemplary effervescent
composition comprises the following:

200 mg crocin and/or crocetin
250 mg dihydromyricetin
5700 mg anhydrous citric acid
12000 mg sodium bicarbonate
300 mg PEG 6000
200 mg flavorant (lemon flavor)
200 mg aspartame

A daily consumption of one tablet by dissolving the tablet
in 6 oz. of water at room temperature and drinking is useful
and effective for protecting liver from alcohol or over dose
iron or other heavy metal caused damages, protecting lung
from injury or cancers caused by smoke or smog, enhancing
heart functions, preventing or treating cancers or other dis-
eases or conditions.

Example 8

This example provides a preferred, but not limited, dosage
form of a composition of this invention for application in food
or drink. Powder of crocin and/or crocetin with rebaudioside
A, glycyrrhizic acid ammonium salt, and erythritol in a ratio
01'25:50:50:2875 by weight is mixed. The pre-mixed powder
product can be directly used as powder form packed in
sachets or packets or a moisture and light shield container
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with a size pre-determined scoop. The pre-mixed powder can
also be further formulated and processed as cubes, granules
for use in sachets or packets, and tablets. 2.5 grams of the
pre-mixed powder is added to a serving of non-fat and non-
sugar yogurt (6 oz.) and followed with stirring to homog-
enous. A nice yellow colored and sweetened yogurt with 25
mg crocin and/or crocetin but no extra calories is served. In
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tions and variations be included within the scope of the inven-
tion which is seen in the above description and otherwise
defined by the following claims. The claims are meant to
cover the indicated elements and steps in any arrangement or
sequence which is effective to meet the objectives intended
for the invention, unless the context specifically indicates the
contrary.
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Cited Patent Filing date date Applicant Title
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men effective for eye health and brain health, to prevent or
delay age-related macular degeneration, to prevent or treat
mild-to-moderate Alzheimer’s disease, to prevent and reduce
risks of cancers and heart diseases, and to enhance overall
health.

The above description is intended to enable the person
skilled in the art to practice the invention. It is not intended to
detail all of the possible modifications and variations which
will become apparent to the skilled worker upon reading the
description. It is intended, however, that all such modifica-
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The invention claimed is:

1. A nutraceutical or therapeutic composition, comprising,
in percentage by weight, 1 -60 % of crocin or crocetin or both,
1-50 % of green tea extract, 1 -40 % of curcumin, 1 -40 % of
resveratrol, 1 -40 % of Panax ginseng extract, 0.5 -20 % of
a-lipoic acid, and 0.1 -20 % of L-carnitine, wherein crocin
and/or crocetin is extracted, enriched and/or purified from
natural source.

2. The composition according to claim 1, wherein the com-
position is formed as tablets, soft gels, capsules, pills, caplets,
dragees, granules, powders, or effervescent tablets, liquid,
sprays, functional foods, gums, chewing gum, gummi candy,
tafty, caramel candy, fudge, degradable thin films, nonde-
gradable thin films, hard candy, liquids, drinks, or beverages.

3. The composition according to claim 1, wherein the com-
position is an immediate release composition, a mixed-re-
lease composition, or an enterically-coated composition.

4. The composition according to claim 3, wherein the
mixed-release composition is a bilayer tablet.

5. A method of mitigating or treating Alzheimer’s disease
or Parkinson’s disease in a subject, said method comprising
administering an effective amount of the composition accord-
ing to claim 1 to the subject in need thereof.

6. The method according to claim 5, wherein said subject is
a mammal.

7. The method according to claim 6, wherein said subject is
a human.

8. The method according to claim 5, said administering is
done through at least one of the following: orally, transmu-
cosally, buccally, percutaneously.

9. The method according to claim 5, wherein said compo-
sition improves/enhances brain function, healthy aging and/
or mental health.

10. The method according to claim 5, wherein said com-
position improves/enhances learning, memory and/or cogni-
tive abilities.



